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Noxl V Kfc*M-5iMk Noxl 



15 Hf*fe% 

gRas#^jfrf£^»> ^$|4TS»» 1 o-CfeS Raf-MAPKK-MAPKfe 
20 2) 0 

y»«#*fctt, p94rb fta-K+sa^rttriia^^^-awfc 

(#fF*it)U) H-ras, K-ras &0N-ras <DS§ 

25 §§£ftT£fc 0 

30 X»4RtJ«5), sS^SEHRasJtfi^KlBBaUfcROS^OJifl-ris 
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Ras £B5*1- a Noxi mfc^s Rfce^t-^ 

#3§PJ#kte, W3fe0>»*s ^aEHRas^f^ate^, MAPKK-MAPK & 

temasv^-c, ^-^-t^i/K^W5 NADPH ^b#*©««Ef-^=y 
h©**n^Noxl (U 2M3) ©3§m&* L < _h# d»ofl*Noxl3frg 
20 ^©siRNAd^ lfflW«»Wii^ ZvWmKC. 

M<B?*J«fc fc\ Ras afc*©*&ffl*:3b*«JK:»*.3 £ ^ 5 

Ufc#oT* *3SWtl» ( 1 ) I£?'J##2 ©T 5 /KE^JSr^tf* y K ; 

(2) EW#*2©T5yme^b, 7^;tasi«±©t^ ^ w 
25 jsat;/x«:»Aiu i o x^i ifcr ^; ; TO^f ffjfs@a?iJ#^-2©T 

K; Xtt (3) (1) Xtt (2) ©jK y K©gB#IB?iJ£WU tffEE#l# 
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S6>fcs «rEtt:#Sr^tp, RtftfvfMliJflE 

to Xti*#»rtf&&ffi^3- ^^W*ScSr»«1-5. StfcHi 

15 XK : t<DWrKfcttm'rZ>, siRNAlr^frTSo 

§ fc^ SB^J#-^- 1 9 v*? KE8l«r£t*# y * * ^ 

Xtt*©Sr>T-fc:*tt&-*"S* siRNA ; X«ia?lJ#^- 1 W 7Hfc~1615(fc©** 
f- KE?fl£"£t*# y ^ * K> X«"?r0>»r#fc*tJS"t"5. siRNA fc£tf, 

20 $ t N *3SWttx IE?U#^ lO^^tf KE^ISr^tp* y 3* * K, 
Xtt^OWtffcMjS"**** siRNA ; XfiE?«J*-§- 1 71 {£-1615 {ft©* ^ 
^ KEWfc*t># 'J K, siRNA tiot 

25 --ym-Cfeot, (1) Noxl stfc^h^v^y^i/a^u Iff 
fcifcttlS*:** y Noxl Stt©^»ftSrttW 

(l lfe**y— s^^) U *»o (2) Noxl %7ff%ikir &k 

mmmnitwfflirzfr&ti-zm^zztfcky (2$.*? v-~yf), n ox i 

30 
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5 *BJ|ffl*^*5tt5 TNoxl y ^7°^ KJ <h W\ Noxl S^^n- K£*l/t 

10 ^^ttx(*feliItt^^-r5* o y^7 p f•K^v^5o 

rsiRNAj #feroit^w^m^^fij-rs 
m rna nf-H*. rna mft tzonmmt* & *a -*« rna 
«„ 

15 bfc t h Ras Jtfc^&V^ 5 o , t h§»*f ^"Ct^ K-Ras © 

^<D&i&&gt> Zbfcl&tfl'tSLbtiZ 12#1, *©fllil3#l» 6l#BtejB 

*0Jlffl»i-feit6 r^-y dt*? uir^- Kj itt, &£Sr 100 fi^iflu 

25 lijrolBM&Ml 

in i (a)n, i tfctts y T)i>$4 y y 9— vMBEU&na. 

m 1(b), (c)Xtf(d)fi, s**«2K:*5V^, WJl^C*fet!)7;^^ 
ASittJi?^ 7— «t*RJE«rfrv\ Noxl Lfctt*«r*1-, 

30 S2 (4, £%0J 4 {CfcV^ RNAi(l), RNAi(3), RNAi(5)&J$ttttfc b 7 
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7^ h£fttz%mmz.&tfZ>, MWUm^^, M13F&tf3.0Rev£7°7 

[El 5 ft, HJI#H&C:fcV^ K-Ras-NRK/neg-l (neg-lK K-Ras-NRK/RNAi( l )-7 
(i(l)-7h K-Ras-NRK/RNAi(3)-l9 (i(3)-l9), Rtf K-Ras-NRK/RNAi(5)-7 (i(5)-7) 

.®6te, fc&^-c, *&s ftu& ^mtx,, sioma icm-f^m. 

%M%mfe\sX NBT (D^^^*Lfc^^^-f-^7 7tl)5o 

El 7 ft, 3Ufe#|6 {iL&^T, GFP £ ratNoxl V F&M&tStl 

tc^t. -tLT RNAi(l), RNAi (3) s RNAi(5)©#3&^tt* iftb©"** 
15 GFP-ratNoxl tt-frHfiftO^*Sr«l*.S ^ i (fe/^/W, 

RNAi Y^Wfefc^Klti^zmmm^^b (£^*7V) £ 

@8H «#ij6 ^#1^ fiftttW Noxl © mRNA #lBJ&l£:fc^ 
T % K-Ras-NRK, &I>* K-Ras-NRK/neg- 1 (Cit^T^ftJ &foX\^Z>Z.t%, RT-PCR 

HI 9 3SJfef!l 7 ^jol^T, ftffl Lfc siRNA JO* GFP, * fete GFP - humanNoxl 

010ft, ^jt^7tfcV>-r, siRNA K£ 0— ft*HW*nfc Noxl SrlUirr 
25 5 n £ IC £ Z>mm^<D&W* K-Ras-NRK 9 ^^MXh 

Blltt, siRNA «fc 5 -*»M Sftfc Noxl ^0®t5r i ic i 
IU1 2 ft, siRNA fc±0-*jqHW£*l/fc Noxl Sr0«i"5 - £ i 
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ii3tt, mmm9fc&tf% s gm&m Ras mmmmttti-z Noxi && 

m 1 4 Hffitil 9 iC&tf 5 , Ras <£ ^MM^m^-f^ siRNA 

% re £ n jfc-r 6 © m & mm 

(1) ffiJiJS*2 0T5 7l£IE?fJ£r£t?* 0 y-< 
io 7°^ K ; ( 2 ) E2&l## 2 cot ^ y 8IS?iJ^ > T J 1 £A±©M$L X 

2 ^ y^is^ij^-a-tf^y^^ K^#mi&&^f£©0££if2*-r5> *Ky 

^7°^K;Xtt (3) (1) X\$ (2) ©^y^:/^ K©g&#I2?iJ£*U tfjlB 
15 5, tfy^/^KWtffc^tr So 

t> 80%, &£L<(i90% N 4#tC#*L< tt 95%©*BIBH4«:#1-5#!J 

20 ©^-tt (%) &v^ 0 ^ainttte, m&mm*7 % ;mm<nftn&$i%* 

ft?tctf>OMWi<Dyvy7J»X*foZ>s BLAST (J. Mol. Biol., 215, 403 (1990)) 
FASTA (Methods in Enzymology, 183, 63-69) ^$<DMW V7K% 7*7 *fl> V 

e#i## 2<dt^j mmztt? # v m, Noxi jt^^a- k£*i 

t©«©^y{fc, 2fcVJ!fy©5lffSr^^ y-=>^T»*5. 0raA4b 

-e»5t*ti/fc^tts t b Noxi tfv ^7°^ vimmmxh&tK 

30 KftttllUiJfll&jfcftttU t Htf^ttl&ttHiJflSMk RT*t b Noxi 
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**MO#y^f-K»f>i-f4, WIBxJfy^^K (1) (2) © 
200 m, Bt. L< li20fa~100fiU $fefc^*L< fi20~70fiOT ^ysfca* 

C rfeSfg^tf/V/tf^/Vg (-COOHK ^/Hj?^^^— h (-COO-)> T5: 
F (-CONH2) XtiL^XTfr (-C00R) t t>T?#5„ :©x^f;v©« 

20 TL--7f-A'ti:)£<D Cl-6 TW^/l^, v-^ P-'O'^VK n^^^/Wfeif© C3-8 
i/^ n Tyv^/V£ s a-i-7*5-J\<f£}£<D C6-12 T y -/l/g, ^^v?/K 

y^^Astl }£<D7 =. -/V-Cl-2 7/W*/W£ N Xtt a -^^Vl^ 3vHfc if(D a - 
■^7^/V-Cl-2T/V^£^^OT^=ar/V*^^^$>5 0 

9 y If £ ©ate * >^ * if i> iz £ ti z> 0 
30 **E<0#y^:^K#f±, £ffi^fti-!^L#3$^{i^«tt 
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mm.bvxft^zzk&-vzzo &mmmmm<Dm%mtfz>k, mm, 
m. mkymwt, ■&xmm<om'»tbr> . *itimmtftom<om*:*if*b^ w 

5 5. 

-i-ftbhs *&&<oiti#w&mm&.mi* s atrial y^f-K, *®**n*\ 
© *fe-e3K 5 #cft tes #$& W <d s ft m m c xffiffl -e * § © t? & 

15 Xttt hfitflcJteifas&So --T\ fc Mfcftft (Humanized Antibody) £ «\ 

^:^^:#:4 3 ^^%<D^'>^S*^5^#:^t?'^ ) c7?%v^V^, t h tfift. b fi 100% fc b 
**<D^#:^b&3t>tf5£VH\ 7 • fc hftffct fii, ^ 10 

V\ &-£f±®&2~6a&{ClHI-fo, ff2~l0lHlSStT5 o tt*t hmnfttt 

ma, x»A«iiirtto#wtjMjn&iik#$«<sr tfciDs 

#m&.'^?v p-^&ftm-Zo mshm^^mmmmmtes unit*** 
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<9ft0 o *fc#M6»'frW\ ^7-a/W^^VO*fe (Nature, 256,495, 
1975) *if©fliran?f?5 Cims. »#{Bii3Wt LT, Wittf, *!)xf 
i^^y=-/v (peg) ^istfj ^^f^ft^tiv^iiiJ-ets, 

£fcs #WMiJ»OW*ri|Srf5i % NS-1, P3UK SP2/0, $.0* AP-l&ifcD 
5 *t hi*fLii]fe(D#ilM«^fei9^ ^ P3U1 as#$LV\, 

(ttMlRJtt) Sti#ltMiNBI!i*i©#*LV^*f4 1 : 1-20 @^T* 
fe 9 \ PEG, frU t < tt PEG1000-PEG6000 & 10~80%&©»g-C8s3&PU 20 
-40^, L< f4 30~37°C-e 1-10 #f«H h - t K <fc "9 

fr 5 £ H^#5„ 011*. tf* ftJDKfclKgK Xfifeftfc (0!l 

#5o Wittf, HAT (t sK^iM^V, 7;;yf ^5 2^) *«JDU 

20 fcl&MJfefflftj&k:, l0~20%cD^J&J£jfiitjt£^tp RPMI 1640 igifi, 1~10%CQ 

«?f@* (sFM-iou b^kh (*» tek**m^?>z.btf'?%z> 0 ®mm.m 
tt2o~4o°c, mn 5 B~3 5ira-e, its%W7# 

SrpT?fr5. /^^!) K-^Jg*±ifr©#L#ffit±, ±K<ottJliL»t|»ot(t#lii|CD 
25 «S££i«ifi6fc:L-caijrc#5o 

(DEAE) «t S KJK^Tfe. £S<b& jftJUg^Hft, X 

I^pt^ ^AStt!ft»*lK:J: 5ttfc©*8r»ttU »-&Sr#(i**Tttft:* 
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fi 1 5 t fc «fc «J »liS1-5 r. 5c 

r^lWU $)0.l~2(K L< (i^ 1~5 <D%\&X-m\>^Z>ZkftX*%Z a 
20 tt^y^o— ^/PtftfrSr^tfo £7c, «ffl^yMt ^KfcrtJCT, ^fefig 

25 RKittffl-t-sr tas-ets. 

tesay, jg^au mm$L mmmmu mmrn, mm 
10 
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ifroWSO, tK> ^/-/k ^p^tA ^K?*f$, r^T 0 ^ 

fry ^y *y h\ ry7*y, *L*fc£©j«tHSU e*t> ^fryy 
<7 y ;«t b y ? a * jfroiixiii, ^ y -fe y fy/y/i if o&m, 

15 St^W, X7T!)ySS|OW/iJfX'fe5 0 ^M^lCfKCT, ±fE 

mmmmt (fn-'f, /<y#/H^ tr«*)> n^ttsftiw^ n 

ft if Sr Hi" - i: «s t? $ § 0 

wmo&^-rzm^, mm* waif, &t&*i\ 

*3SM©tt*Sr"&i>BS*tt^1fcH:, t K ^©{til©iifl» (09*. 

tf, 7? K ^/WE-y K ->f-=¥\ ty^ % *=*s 

25 fvvfcif) {^LTS-§--t"5^i:#t?t5c *£>S:-£J:tt, M&toftm, 

"JMgfr 5 fePS-£-f-5*£\ -J&lftfc, 
frS 60kg <0|£A&#fc*5V^-CW\ - 0 \ZO%%> 10~4000mg, & * L < Moft 20 
~2000mg, i t< fifc) 50~50<hng#4-1-5o#&nttfc#^3»#ttU 

« siRNA © 1 ffE7y^©^fti f t«J;oT'b^ft2)^ N 

30 #I;U2\ SLMMvmxVfM 60kg olAlli^^tlt -0fco#Ji& io~ 
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2000mg L < ttm 20~1000mg 9 b< 50~500mg U 

^idioT, ^ftta*****© Noxl ©tfcffi • Jfe*fcfrV\ #^£1* 

777^7^ G-75, tyrfvt* G-100, &tf-ir 77777^ G-200 (77 

;wi/r-7 7-f>'ir5: #/Mfc)h # y T * V ;vr 5 K^/v- W ^-^/v P-30, 

^-^yv p-60, s.'O'/M ^-y/t- p-ioo (/v ^9 v k • 9 4? 9 by — xtt)) , 

t/Vn-7, ^/V^dr^^^/V>fe;VP— /l/o — #9 



12 



WO 2005/021739 



PCT/JP2004/011673 



flS^fc^-U-CfcbA^ftm^s Noxl #y-<:/^ Kft Xte^M 
ftt<DH««r*lPft»fc^^*^* 5 *N **nft© Noxl tfy^T-Kfc* 

7^7- K^7^7-(D*$(t #K:fWR!rt-SjK«H:fcv^ M 14~60-<- 

x-zbVs i»oy/<-^^'9>f^-©ft*t>»it#JiR"*"5^*t4'te^as, aur 

15 14-60 *3SM©^^Wf*«feT?fflV^5 7* 

7 ^ T7 — ye?*? s( 5'- GGAGCAGGAATTGGGGTCAC -3' (|B^IJ## : 5 ) 

y ^ ^ ^ ^ ^ — 5-. TTGCTGTCCCATCCGGTGAG -3' (B?9## : 6 ) 

20 

•7*©0!l£#lf 3 £ TIB© *>©#*> 5. 
25 KT-y-^-^— 



5' - CCACTGTAGGCGCCCTAAGTT -3' 



(@3?IJ#-5§- : 7) 



30 



5 ' - AAGAATGACCGGTGCAAGGA -3' 

TaqMan 

5 ' - AAGGGCATCCCCCTGAGTCTTGGAA -3' 



(law* : 9 ) 
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;3Ui^©®rJt(-^J&1-£> siRNA, Xte siRNA {i.Noxl Jt^ro^smSrWiW U 
Noxl #y^:/^K©*&*HKT3tf5o tfcjJSoT, «' siRNA X ft* y 
5 ^u^KSrfflV>5^t^J;l3, Ras l^tli^SttCfy 

fc*5 N #38 siRNA, Xtttll^^l'tf h'ttt> ia?iJ#-^ 1 Oig^i" 

10 #3693© siRNA (4, * fc, IB^IJ#-^ 1 O 71 fi~1615 9 

& siRNA (D-S $ tt N lOObp ?k«K f&t. L < 8~99bp, t < fi 10~30bp 

15 tb Noxl fc*H"5 siRNA 

5'-GCGTGGCTTCAGCATGGAATTCAAGAGATTCCATGCTGAAGCCACGCTTTT 
TTGGAAA-3' 

: 1 0 ) 

5'-GGGCTTTCGAACAACAATATTCAAGAGATATTGTTGTTCGAAAGCCCTTTTT 
20 TGGAAA-3' 

: 1 1 ) 

7 V h Noxl siRNA 
5'-GTTATGAGAAGTCTGACAAGTTCAAGAGACTTGTCAGACTTCTCATAATTT 
25 TTTGGAAA-3' 

(IB^J#-§- : 1 2 ) 

S'-GATTCTTGGCTAAATCCCATTCAAGAGATGGGATTTAGCCAAGAATCTTTTT 
TGGAAA-3' 

: 1 3 ) 

30 5'-GGACATTTGAACAACAGCATTCAAGAGATGCTGTTGTTCAAATGTCCTTTT 
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TTGGAAA-3' 

(Eai#* •. 1 4) 

ufc^o-c, *%mx*\z, <o%^ Yun*^^') > 

^ b\ X^^^t^^l - ^ siRNA ; Xtt@B^J## 1 © 71 ft~1615 (fc© 
? ^ KIB^J&'a'tf^ V virf - b\ Xft^OBrtf siRNA 

^b^© siRNA ztttmmui&itote, mx-tt, t k ^(D^commm mm, 

yyh, fr-fr*, :/*\ ^ 4 

g^v- > ft £ K: J; 9 Mfcfr S # > W*.&, |PSW5i^ 

60kg ©jfcAMR:*S^TB:,' — 0 i^ofl) 10~4000mg, 0* U< 20 
~2000mg, i Off* b< M 50-500mg*#-rS.*ftPWfc»-^i" 

ft siRNA oiTOittS4*Hi, W^W^iaot^I*^^^ 

0i|;Uf, S£ltSI07^"CM 60kg ©$AS#f-*^T^ -Bfcot^l 10~ 
2000mg gg, # * L < ttJUl 20~1000mg Sft, <fc 5 L- < ttti) 50~500mg © 

*fc, ^IPJtts E*J##l©**^*^KEW*£tf#P**i':*-f , K, 

Xtt^^Sr^fcStJSI-Sx siRNA; X«E?>J##1 © 7l{£~1615 ft© 5? * 
f- HETHSrStf*!) l^^K, ^-twWrtfteftJSI"^ siRNA tiot 
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6>fc!K *>o, t hUflJ&ONoxl aKU^^K©** 5 RNA^trlt 
ft-f^o ^RNA^ (siRNA) fit, ^^a<7)^fe Nature, 411^, 494 Ms 
2001 ¥) tiCt, ^^©^y^^u^KWE^ISrtfcfcBKtU"*-^^ 
5 -?£5> 0 

ft*5, #3PJ!tf> RNA#^ £ In vivo Xt± In vitro t«fflt5l^, g?RNA# 

^ t wffiffi^j rna * § 2 *m rna 1 1 - 5 o - <Dm&Mr.*m RNA 

15 -rs-^^T^So 

*fc, Noxi a^fcwwfc^stf^fcE**^** 0 ** y - 

y ^SNMfeJt t § -erfc^s Noxl afc* ^<Z)StmS'l4W» 

4 ^ ^ \)~^.isy%mk&m\^&z> Noxi sgfn^oiii4> y t 
5 Noxi ae^ta-Ksttfc^y^T-^K, xtt*<^7^K®rJt<a&ttk 

«fl*£:Ml!V^ fll*.^ H-Ras-NIH3T3 flllJGU K-Ras-NRK Xftltt 
fflfl&ft^&teffl-fS £tc, Noxl «fcT-tf>^AtfflV^-^ 
fcUX, pEGFP-Cl (ayhn— /U), pEGFP-Cl-Noxl ft if SrfflV^S i 

30 £ siRNA Sr^***'** *~ t L"C\ 01JxJf pSilencer Srffl 
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fc*5, NIH3T3 Xte NRK ftlj&lc: pEGF-Cl-Noxl ? — % V #7 a * 

^ 5 yfeSrfflV^HSttlu h 7V^7 = ^ MT.Noxl Sr**fl"t"5SNeJI&«* 
ttirt-Sr. $«&JlRuft6?&*^*INMKMA6& 
jflJffi-fS 5. fcMtt»*A#J:D, #it-#:fcL 

ffi (Dulbeco's modified Eagle medium (DMEMK WfrM (FBS) 10%^^T) 

(gffifl i ) 

Ras Noxl ate^ ©5sm±n-©?feB 

^v-K©£j&fc|fflM3@£±#£*5 ~ (1 &tf2h Noxl tmfeO&k 

mfc^-nftm^tmMi-Zt^Z-tc, ZZ.X\ K-RasVaii2#:/5tfe^--T?7T2SC 
fcifcLfcHfllSfcjavvC, Ras ^IWtiS Noxl atfi^f 5S5l<Z)±#Sr»» l, 

9y (NRK) XT* K-Ras-NRK IffllS (Kirstein murine sarcoma 

virus transformed NRK cells) £*Mtb7c 0 K-Ras-NRK ATCCfrfeflfcA 

3=1\ yyhWBM (NRK) K-Ras-NRK *ffll&^»t 5 Noxl 
— , &TlWlJ#-5§- 1 6 CO y /<— * S.t^ia^J## 17C0 TaqManMGB 

S'-GGTCACTCCCTTTGCTTCCA-S' (@3?iJIH- : 15) 

y /<— T.-fy^^— : 

5'- GGCAAAGGCACCTGTCTCTCT -3' (IE^J#-§- : 1 6 ) 
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TaqManMGB -fu—rf; 

5'- TCCAGTAGAAATAGATCTTT -3' (|B^J## : 1 7 ) 

i!)7/V^^Att^^ ?~£**EJfcH\ ABI Prism 7700 (T^° 

5 flWfH®*JWfel-tt rRNA 18S £J^fc 0 

fcife*, ill (a) <D?7 7K7F&tlX\^Z>&0 K s K-Ras 

U&Ltc K-Ras-NRK jWJfitfeV^Ts Noxl il:'f5 : f-^D^|if4±# L*tV^fc 0 

10 (M#-J2) 

Ras fcfcT-tc.fcS— ifift h7^^7i^^ 3 y^J;5 Noxl St©^ 

Ras jft^o— ifltto F7^7x^y 3 ^{c£5l£#£#P#f1-5 
fc#\ pcDNA3.1^<^- XtfpcDNA3.1ffi*|fRasVall2'<** 
15 — (pcDNA3.1 carrying Ras Vall2 vectors) £^J3 UT, NRK $U&t£— iilHrtC V 

5^7i^i/ 3 yu 48 n#|g|& % Noxl 0»»$rtftta-t-*fcie>, «#Jl t 

H-RasVall2 h 7 V7s7 a: ^ 3 V Lfc NRK ^JS^^V^-C „ Noxl 

20 Jt^©*3lf±x *WflLTV*fc 0 fc*5x h7^7x^ i/ 3 ^Lfc Ras V12 £> 
3§?&f^ ^^Rasftft^fflV^^ A;7*b yf-f ^ (IB) l?Wtfc 0 

**5 % ^^/^nyf^y^li ttttttlft lxio 5 {@£, 2X^^7"yw^y 
77" (0.1M hyx CU pH 6.8^ ^y-feP— /V 20%, SDS4%, DTT3.1% % 
BPBO.001%) ^pT»fljU, R^y^^KSr SDS ^/wm^Scftt i 0 #«U 

^y/^f^h7V^77-^J'77 t - (25mM h V X CI pH8.3, 92mM ^ 
y^V N 7*/-^ 20%) t>TfflftWt^hn-fe^n-^Rt|>U ^-Ras^ 
ft (HfcgtflO HRP4£^ft*i^JgGft#fc£j££^ rt^lSfi 1 (ECL) 

30 ;(Oi5WJlM20»^ Noxl » Willi, <D_h#Mif^^ 
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mM^mx^-m^mL± nih3T3 mm*, stm 00%) 

^H^f- (epidermal growth factor: EGF) 50 ng/ml -elSit&MSrfr o 7£ tf)^ U7 
/W-T Ajt*l$#y ^3«RJi&lci!9#«fUfco tO^l. Hi 1(c), & 

t^(d){C^-r j; 5 iCig^liM^k 12 Hf F B m^{- Noxl IkteTO&m.ft 6~20 

(£_L#Lfc 0 o1=<9, Noxl jse^-^^mtt, ^is^^jsii-rsH^^siab 

^frUS, lk/bWL&%:i%M ] \&^- (platelet-derived growth factor: PDGF) t 
Noxl*^©3&m&«$1-5fcV^*££-&LT^S (K 4) 0 

^^Rasite^tc: is Noxi afe^m^e--r^^^-/vMiss^w 

^^RasitiS^Kl^S Noxl a^<D^?a±#^®-1-s Ras v'^'t^g 

mm?. MAPKK (OmmmX*hZ> PD98059 (PD : 20m M, 100m M) Z 12 B#PbW 
IU K-Ras-NRKilfflfl&^&ttS Nox-1 <D%^ itm, EGF Noxl ©3851 

«>3IS* % K-Ras-NRK UBI^ Kl *5 *t 5 Nox-1 ©3§5Lte PD98059 J; D 
tt^#flfM£;ftfc (11(a)). tfe s jfiLflf, EGF Noxl ©Baft***:*!^ 

ft PD98059 20 m M "CSlfW £ tltc (HI 1 (c)S. 15(d)) 0 

PI3 t?©fi&£SJ"?&5 fr** W 

-^(wortmanin: lO0nM)fi,H-Ras-NIH3T3 »(C*5tt 5 Noxl ©3§m±#£IM 
L^^ofc (x*-***£T) 0 :nfc©fe*i>fe, ^«^Rasitfe^^^Oi| 
lSf®^^t/^\ PDKSr^-rsail*T'W:*< s Ras-MAPKK-MAPK£^L 
TNoxl ©^^WLTl^^^^ftTLo 

Ras fc i 5 MWmmfcttir 5 , Noxl <D H-5 

^- y =fp? ? V^"^ K 1-S, 1-AS £T = — y ^i^^-fr, pSilencer hygro, 
Hl-promoter (Ambiontt) B-s^ RNAi(l)fc Lfc 0 PE6fc:*-y 
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Vtf - K 3-AS &:T-— D pSilencer hygro, Hl-promoter 

(Ambion *±) K^-ft n-^jT'U RNAi(3) t L7t 0 £ bfC^U =f ^ * U^- 
^K5-S, 5-AS £T- — U pSilencer hygro, Hl-promoter (Ambion ft) 

(ci^y^ n— -Vi/L, RNAi(5)t Lfc 0 nyFD-^^-tU, 
pSilencer hygro Negative Control plasmid (Ambion It) L7£. 0 

RNAi(l)fi, SB^JS-^- 3 <D 223 ft75> fo 241 {ifc^lft £ 5 siRNA ny7f7 
* 2/3 ^T?&5 0 RNAi(3)f±^E^J#^3 0 578(iA^ 596{fcS:«Wi:i"5 siRNA 
ay^h^^^a RNAi(5)W\ SB3W§- 3 © 1224^6 1242 

siRNA ^i/* h7^Va y-CfcSo 

1-S : 

5 ' -GATCCCGTTATGAGAAGTCTGACAAGTTC AAGAGACTTGTC AGACTTCTCA 
TAATTTTTTGGAAA-3 ' 

-.is) 

l-AS : 

5'-AGCTTTTCCAAAAAATTATGAGAAGTCTGACAAGTCTCTTGAACTTGTCAG 
ACTTCTC ATAACGG-3 ' 

(E2W#* : 1 9 ) 

3-S : 

5'-GATCCCGATTCTTGGCTAAATCCCATTCAAGAGATGGGATTTAGCCAAGAAT 
CTTTTTTGGA AA-3 1 

(EyiJ#* : 2 0 ) 

3-AS : 

5'-AGCTTTTCCAAAAAAGATTCTTGGCTAAATCCCATCTCTTGAATGGGATTTA 
GCCAAGAATCGG-3' 

mmm* -.21) 

5-S : 

5'-GATCCCGGACATTTGAACAACAGCATTCAAGAGATGCTGTTGTTCAAATGT 
CCTTTTTTGGAAA-3' 
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QSfflm* : 2 2) 

5-AS : 

5'-AGCTTTTCCAAAAAAGGACATTTGAACAACAGCATCTCTTGAATGCTGTTG 
5 TTCAAATGTCCGG-3' 

(EW»* :23) 

& RNAiCl), RNAi(3), RNAi(5) N pSilencer hygro Negative Control plasmid 

#4ngSrJ*7x^^5 ^(Lipofectamine: Gibco-BRL %h) * ffl V > T , K-Ras-NRK 
10 i&BIJ&l X10 6 f@(^;jVetL b 7 a: ^v- a >-Ufc 0 F7^7x^v'ayi 

fcittlJSf±* fcft&fr 5fc#\ *}i/ffi!%skffi (FBS) 10% t HygromycinB & 400 
M g/ml ft 5 £ 5 iCJWx.fc DMEM JfrH&&fflV\ C0 2 5%©MH|:Sl5TR:*5^ 

RNAi(l), RNAi(3)x RNAi(5)*«N»fi«)fc h7^7x^ h & tlltmfolfeZfl? 

15 *b 3 ^ a — yf O ( K-Ras-NRK/RNAi(l)-7, K-Ras-NRK/RNAi(l)-12, K-Ras- 
NRK/RNAi(l)-15 ; K-Ras-NRK/RNAi(3)-17, K-Ras-NRK/RNAi(3)-19, K-Ras-NRK 
/RNAi(3)-96 ; K-Ras-NRK/RNAi(5)-2, K-Ras-NRK/RNAi(5)-3, K-Ras-NRK 
/RNAi(5)-7) „ pSilencer hygro Negative Control plasmid SrJsMftftjM Y*7l/^7 
h $tlfc»^r2 * o — V (K-Ras-NRK/neg-K K-Ras-NRK/neg-2) itiRL/c 

20 ^*LkCD=i>* h7^ , / , aV©h7^7x^^3 M13F &tJ* 3.0Rev & 

UT PCR f*m tfc (B2)„ PCR Ofitiftll 94°C 2 (94°C 
l$h 60^1 72°C1^) &301M'*/K 72°C10^\ tU tf—r/HK * 
7-««Takara Thermal Cycler SP (MaW*3£#tfc) &JlV^c 0 

25 (y^^^-IB^J) 

M13F : 5'- GTTTTCCC AGTC ACGAC-3 ' (IB?lJ#-5§- : 2 4 ) 

3.0Rev : 5'-GAGTTAGCTCACTCATTAGGC-3' : 25) 

30 £ 5fc:,RNAi(l)-(3)£ h7V^7x^ f Zfifz. K-Ras-NRK L 
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tc<DKM U pSilencer hygro Negative 3 V V n — /V7°7 * * h 7 V* 7 zc # 

5 ft, ifc^igifeT y-fe'f ofc„ ^Mm^^^^*^^A/fc*^ 0.53% 
«r£tf7#— p W 6cm (Di^JL^AtL-CSft, %<D±.\Z.1&i 

03% t FBS10%^-g-A/^ DMEM{£±&M«LfcM&, i&HJDL— ftMSfc. OOft 
fiiiKilt^ i.5xio 4 ji{c^§ i 5 (cms tfc 0 co 2 5%©**ltasT, 

io ^fc»v^T**tLfc<Bla#o»»«#fi<J^ll^JttitJi^^alJeb, ^©3@©+/- 

¥$0tt9KS (s.e.m.) Sr04fc^L7t o -tOfe^ K-Ras-NRK M*5j;tJ« 
pSilencer hygro Negative ^ r* p —JV-fjTs % K (neg-1 £ neg-2) © r- 7 ^7. 7 
a^S/g^lt, Koan^-f^f)^, RNAi(l)-(5)tf> b 7 ^7 7 

15 £ b HI , K-Ras-NRK/neg- 1 ( neg-1 ) N K-Ras-NRK/RNAi( 1 )-7 ( i(l)-7 ) N 
K-Ras-NRK/RNAi(3)-19 (i(3)-19h RXJ- K-Ras-NRK/i(5)-7 (i(5)-7) <D&Mm%, 

mmm.t>t> io 4 j@-fo % mmmz®\^ co 2 5%#&t, mmmmm (dmem, 

FBS(10%)) K'6B^ *<Wff«Ufc 0 #wt? n f^gi&4 J ©»»£fttlJL 
T\ ^©tfJttftUSrlllStC^LTco CO ^ K-Ras-NRK/RNAi(l)-7 , 
20 K-Ras-NRK/RNAi(3)19, Xtf K-Ras-NRK/RNAi(5)-7 <D£ffif&tt^ %Lft%&tVt> 
mnmm'PLtctK ft.MfC, K-Ras-NRK/neg- 1 -Cttiifc|ffl#ai*tt*»-C 

(HIM* 5) 

K 

ifmmbte, ^^Ras a^JHIM" 3 Kjg^fcfcttS Noxl 

©jg££NBT:f^?#f^1IJ£L7c 0 *^Jfe#ijTi4, NBT (Nitroblue Tetrazolium) 
30 AWf IE Suh b ( 1 ) o *> ,NBT 0.25%£^tf ^ y 7 7 (Hanks) 
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mm o.2mi ic, sttii^ifttsii, ^w5-^>>Kf^^^^-^ 

(SOD)&40 *fi^*.fc»«i:Jtax.*v^«jSrffi3au^ 2 xio s {lil©&llJ&£IliSL 
3 7 0 C^8^r B W®L^ 0 ^a$tLfclSaiiS^«itS^T^ilb,t <, i; ^>-0.5ml 
Sr^Px."C "I^'ftiL, 510nm ^fcMt^^^^SiJ^ LX NBT <7)^'>£5t#Lfc 
(extinction coefficient of ll,000/M/cm) o ^btltc'r*-? it, HI 6 {C 3 HI© 
+/-s.e.m."C^ LfCo 

^^?*ffcD^^:. K-Ras-NRK 3o <fc t5 K-Ras-NRK/neg-1 te, NBT ©^TG^ttiP £ 
Zft&x-s<-**i/WxJ±f — tf&Slck 19, NRK £Jtt£LP.&#£frL 
7to J^flSWfcx K-Ras-NRK7RNAi(l)-7 , K-Ras-NRK/RNAi(3)-19, K-Ras-NRK 
/RNAi(5)-7 W\ K-Ras #Mt6HF0 ROS ^MMllSf NRK HH& W***"? 
te~F$* (0 6), Noxl 7)*, ^MRas^TOMJ^^*5it5> 

* f K£St © _L# ii#-r 3 r. £ **33% * tL7C 0 
(HWJ 6 ) 

RNAi(l), RNAi(3)> RNAi(5)fc<fc5, Noxl 3§5L©fclte)>©attB 
*3SWferi, RNAi(l), RNAi(3) % RNAi(5)(C J; <9 Noxl &&&U'J>1r Z> r. 
^#B-f-57cfe, &©¥W"ejiWf&fTofc 0 GFP-ratNoxl ©385M:: 

*5^5RNAi(l), RNAi(3) s RNAi(5)©ia£&&£:fFflIrt"3fc*K:, GFP-ratNoxl 

Sr, RNAi(i)-(5)-?:tL^ti,t i tie* *f7^7x^i/ 3 yu HJteM 2 i: IH 

^ffiStlS GFP t ratNoxl ©It-n^ !1 ^7 P ^ F&Mtk&fttcZ. t , ^ LT 
RNAi(l), RNAi(3), RNAi(5)©*3§*i, B s £ tl b ©^< * * — ©J:#i#l$ 
GFP-ratNoxl tt£-a&ft©£K$r#|l*.5 - t &m bfrK Lfc H|7;£© 
/^WC&ttS GFP-Noxl ©3§5flte, ftGFPtftftSrJflV^fc'f yr^ V 

0 Jfrft&lCfcJfeLfcfc©"?*)*) , @7feO/^CDt^ttf7^7x 
? 3 ^ L7t DNA ©4 (jttg) ^ITV^„ RNAi(l), RNAi(5)W\ if 

ft%7yb©Noxl tr^-yy hi LW5 0 M 7tz<D**A'klim<D¥&& 
JS^X, RNAi(l), RNAi(5)7J$fc b © Noxl Srfllf&J LfcV\ 1" ft RNAi 

7Kd^-r c 
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ftftttO Noxl <D mRNA $631^ K-Ras-NRK/RNAi(l)-7, K-Ras 
-NRK/RNAi(l)-12, K-Ras-NRK/RNAi(3)-19, K-Ras-NRK/RNAi(3)-96, K-Ras-NRK 
/RNAi(5)-2, K-Ras-NRK/RNAi(5)-7cD#MK:^T, K-Ras-NRK, RTf K-Ras 
-NRJKAieg-1 (Cft^Ti^tfllffl £ftTV^ Z t RT-PCR K «fc 9 T?^ L fco 
5 ^W^^|2l8^*-r 0 

HJfcM 6 V > PCR - OSB^lJ 

7^-!7 — F 7° 7 ^ — : 5'-ATGGGAAACTGGCTGGTTA-3' 

(ia?IJ#-t : 2 6 ) 
10 ]) ^—^yy^^r— : 5'-TCAGAACGTTTCTTTGTTGAA-3' 

(Sa?iJ#-t : 2 7) 

t mm\z x Noxi ©^m* ^ Ras k ± § ^jttsifc # ggg t 

is rv^r t £^l-o^ 0 

(*»J7) 

siRNA J: <9 — «#H0J Noxl rfcfc £ Z>mB**><D&W 

K-Ras-NRK/RNAi(l)-7s K-Ras-NRK/RNAi(5)-7 (C N MMM 4 <b PI— ffttio 
20 TpEGFP-Cl (GFP), pEGFP-humanNoxl (GFP-Noxl) Z^tl^tl Y y Is* 7 zc 
t h U HifeM6 £H$l<7^jfe^J; (9^ Ay yf^ y^Ltz (®9) 0 HJfe 
09 6, |Il7^©/^^-e^Lfc «fc RNAi(l)*3j;^RNAi(5)(iif^bt t b 
Noxl ©SSgltrSllWLfcV'*. % <D fc s K-Ras-NRK/RNAi(l)-7 % 
K-Ras-NRK/RNAi(5)-7 pEGFP-humanNoxl ^ b7>^7x^ MTt),C 

25 tbtfS siRNA fcioTMflSftS^tfi&VN, 

HI 1 0 Lfc £ 5 tn % K-Ras-NRK/RNAi(l)-7 tny^n — $ - £A 

tltztzrt (i(l)-7 + GFP) "Cf4 siRNA £ M ft X § T m Ml 14 Jg ¥ £ # % 
pEGFP-humanNoxl £ h 7 7 ^ h t" 5 C £ id J; <9 (i(l)-7 + GFP-Noxl -3) „ 
Mf4, KlWOK-Ras-NRKllBJ&fcjftV^ttO^ttfcSofc (810). 
30 4 t Wl^feK £ 5iU3*ftitftT? % s K-Ras-NRK/RNAi( 1 )-7 ^ a ^ h p - 
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yW<* $ - £ Atlt- h <D (GFP-59) K-Ras-NRK7RNAi(5)-7 K = V h n 
? 9 - £ Atlit <b <D ( GFP-78 ) K & s< , K-Ras-NRK/RN Ai( 1 )-7 K 
pEGFP-humanNoxl %Atltch<D (GFP-Noxl-3) K-Ras-NRK/RNAi(5)-7 
pEGFP-humanNoxl %Atltck<D (GFP-Noxl-ll) X*fe, i#?gW<ftofc 
5 ll),4t, MMW 4 t mm<Dlfcm?Zmt&T yteJX'h, K-Ras-NRK/RNAi(l )-7 
\C=t y h a— yw<^ 9 — ^AHfc^O (i(l)-7+ GFP-59, i(l)-7+GFP-60) fc< 
fe^ K-Ras-NRK/RNAi(l)-7 K pEGFP-humanNoxl ^Atltc^<D (GFP-Noxl-2, 
GFP-Noxl-3) -Cfis t> t <D K-Ras-NRK Blti t WiU^t. X * n ~-]fMft®U t 
It (HI 2) n 

10 

(MM 8 ) 

Ras <DKmfemztt-rz> n ox i mfc^vmrn^mw 

Noxl O PI#£IJ tfe5^7s = l^ya-K-!)A (Diphenylene iodonium: DPI) 
£fflVNT, Noxl ite^-^^m^i^s WlRas}a5lfWJS©iI 
15 KRl^BW^M^tz. ttefrh, K-Ras-NRK mm, RtfNRK*MS«\ DPI20 
mMX«PD98059 30/z M ^tft$±fe4 , 'C\ C0 2 5%£-a triMWRfcTfc&VT 

013 ic^-f J; 5 Kl^K-Ra».NRKlH6* % 7 9#^ ^'^ftRMWfl-eabS DPI, 
20 XtttttMbjWn-r-fe^/W^^^y (n-acetyl cysteine) lOmM (f*— *?js$T) 

MtC^oTto £ bfc, El 1 3 (^*1-<J: 5 PD98059 T?M£;ftfc: K-Ras-NRK 
M^&VNTt), ^Oi?W©'WIS^Hfc 0 IfclPot, Noxl M 
^H55©±##, Ras-MAPKK-MAPK fif&tc J: Ras O^WfeiftiEii 

25 fc&^&Sifcj&S^Sftfco 

(MM 9) 

MlRasia5l«lCtt5, siRNA <D%W 

K-Ras-NRK/neg-K K-Ras-NRK7RNAi(l)-7 , K-Ras-NRK/RNAi(l)-12 % K-Ras 
30 -NRK/RNAi(3)-19, K-Ras-NRK/RNAi(3)-96 *5 «t XI K-Ras-NRK/RNAi(5)-2 
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JR^**fcfM*U lK*#Jfc«:**Lfc. fftfrfctMMS 10 6 1E£ PBS 0.2ml 
CHLfct, *-K^** (#fl|ji&: Nu/Nu) ©STfc«Lt ft 

T'fc^K tP^tfV^-f^ s.e.m.fc^U Lfc£^£;M£*f-f ^ 

H 1 4 t^-TJ; 5 t-> K-Ras-NRK/neg- 1 f± % 2 5HW£Artt!:fiHB*M*S:7^J* 
Lfco *H$#J{^ K-Ras-NRK/RNAi(l)-7, K-Ras-NRK/RNAi(l)-12, K-Ras-NRK 
/RNAi(3)-19, K-Ras-NRK7RNAi(3)-96 fi % M^CDit^* b < #1*. bflX^lt.. 
*«IfcJ:9filll^»««i-*fc^ K-Ras-NRK/neg- 1 Jfltf 
#*g7jnLWfc„ Noxl jtfcW, JkWrt^itmH^WE^^Df-iS 

5 RT1iBtt£:-S:L-tl^«5(l)o K-Ras-NRK/RNAi(l)-7, 
K-Ras-NRK/RNAi(l)-12, K-Ras-NRK7RNAi(3)-19, K-Ras-NRK/RNAi(3)-96 T'tT^ 

HJf Noxl *• MAPKK-MAPK0^^^Lt±#^-fr, -*\ Noxl fcte^SSSl 
fcibt^ #3§TO b J; 0 > Ras £ 37#St<E*fc*5l>-C, Noxl 

Gp91phox 0**nmf5Nox77$ U Sf Noxl~5 f± x 

UW«fc##*tbTV>5 (lRt*5-9), Ztitb<D*X\ Noxl »{5^M5SH 
^ (1 M4) ^f^a^fcJ:^ ^8HEiitt'>^A'Sr#^1-5, JBWiiM 

ROS ^M^tfMiif-ie^-f 5 - £ x RtflHfctf V*MSfc*S^"t ROS g& 

# Ros±mm%*Mmi-z>^m®iZ^irz>k(7), n ox i afc^auHrotfy 
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{Wffltt : 1 ) tF Noxl afi^i^fete^SiXfc mRNA Xfi cDNA O* * 
(IE?iJ#-5§- : 2) tb Noxl atte^fc^-K^ftfctfy^T^KOTS/m 

5 la^ij^^-to 

(IE?iJ#-§- : 3 ) yyh Noxl 3t^¥-a»fc<5*&frfc mRNA Xit cDNA 

(B3?iJ#-§- : 4 ) 7yf> Noxl ae^fc a ^ K * tbfctf y K©7$; 

10 (B?«#*: 5) t YlSVWmU^m^^ Noxl l^i^t5 7*!7- 

(E?!I##: 6) t b#V&*r#8rCfflV>S Noxl l^l^tS!)^^ 
7° 7 -f ^ - ro*K£E?(l * ^-fc 
(IB^J#^- : 7) tKD Noxl atfi^Sry T/w^>f 
is HRlSfci "9$-ffi£*T 5»#tefflv>5 7;i-!7- K^y^f ^-©E^JSr^o 

(@B?lJ#-§- : 8 ) thO Noxl itft^£r y >f AgM*' y y-i? jg 

(E2W»#: 9) no Noxi jtfc^&yT/v*^ *9--tfa? 

20 (ETU** : 1 0) #3PJ<Dt h Noxl Jtfe-HF-tStfS siRNA Oifc&E^JS: 

(E7U#* : 1 1 ) *^©t b Noxl Jt^Kl^-f S siRNA ©lSS?lJSr 

(E^Jtf* : 1 2 ) *»Wfl57y h Noxl MfcttttlrZ, siRNA 0&gIE?lJ 
25 4r^i~ 0 

(EW## : 1 3) *38flO?y h Noxl Jtfc^-fcfcH-S siRNA ©ISffiJlJ 

(@H?IJ#^- : 1 4 ) ffl©7 y b Noxl mfc^fctti-Z siRNA Oi&&|B?IJ 

30 (jE?J#t:15) SEJIIWlfc*5V^-C, Noxl ©3S3RO^rj*Sr, y A 
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(iB3W§-: 1 6) HffiMl fc&^T, Noxl (D^mo^MSr. U7y^^A 

m?m-%r: 1 7) mmmifcte^x, n ox i o^©^^ yr/i^^i. 

£Sft#y * 7— ffjggKlSU: «fc «?8Sffi-f-3fc*K:fflV\fc TaqManMGB /p- 

10 (IB?IJ#-^ : 1 8) »4(^^t, Ras itfc^K: J; 57OT|g& 

{-^H"^ Noxl 3te^0§l-%-£il^3fcfeK:^fc siRNA =r^* hy^->a 

(iE^J#-§- : 1 9) «#>j4K::fo^-C,' Ras 5tf5^ tc J; § TOT^m 

^^)-r§, Noxl it^OM-^^^^fcfctCfflV^c siRNA 3^F7^^a 
15 y^*fifei-5^y rf^^r l/^-f- ]?<D% # KIB^IJ "C -5 0 

(@B?iJ#-§- : 2 0) «01J4 {dfcV^T, Ras it&^c: £3^®^ 

f£*hr?>, Noxl atf5^0^-^^r^5fcfetfflV>fc siRNA = Fy^v'a 

(SB^J#-§- : 2 1 ) Jlife^N {£fc^-C, Ras J: 5|f|| 

20 t^H"5, Noxl »|£^©§|#&II^6fc&K:fflV^c siRNA nyx^^^a 

(mmm^r 2 2) «$]4 ^*5v^x. R as ae^fc J; s^stte» 

fc*H-5* Noxl ae^Offl-^SrW^afcftfcfflV^ siRNA h7^Va 

25 (@B^j#-§- : 2 3 ) satflufcaswr, $&£arbs ae^-uiis^Ktetft 

Noxl ite^©S@^£li^5fc#>t.^fc siRNA 3^h?^ys 
(E?IJ#* : 2 4 ) H2&#)J 4 fclfctt 5 , Noxl a^t^f 5 siRNA © = V 
30 -©* ? wtf^ KIE?iJ-efe5o 
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(E7U#* : 2 5) mMM4\Z.i8\-fZ>, Noxl 3t^HC*H-5 siRNA ©nV 
7« h7^ v-a ^© F7>77x^->3 y£tftfg.1-5 7£*t^7 v c3.0Rev:/7'f 

(E8I#* : 2 6 ) mMM 6 fc*5V»t\ Noxl ^<DWP^%Wi' 5 fcfciC/B 
5 V>fc7*!7 — Y^vJ^—oz.? vUrf- KB?ll$r*1\ 

(E7d#* : 2 7 ) 6 fcfc^T, Noxl »£©«^Sr*R1-3fc«>fcJl 

10 1. Suh, Y-A, et al. Nature 401, 79-82 (1999) 

2. Arnold, R. S. et al. Proc. Natl. Acad. Sci. USA. 98, 5550-5555 (2001) 

3. Arbiser, J. L. et al. Proc. Natl. Acad. Sci. USA. 99, 715-720 (2001) 

4. Lassegue B. et al. Circ. Res. 88, 888-894 (2001) 

5. Lambeth, J. D., Dheng, G, Arnold, R. S. & Edens, W. A. TIBS. 25, 459-461 
15 (2000) 

6. Royer-Pokora, B. et al. Nature 322, 32-38 (1986) 

7. Kikuchi, H., Hikage, M., Miyashita, H. & Fulumoto, M. Gene 269, 131-140 
(2001) 
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i . ( i ) m\\m-% 2©t?; m&mzatttf y k ; ( 2 ) m?m^ 2 

^y^^-KiciNmttJfcttfltoa&srinii-t-*, # y k ; xr* (3) (1) 
xtt (2) k©*mhb#is:3"U tfifBia^j##2 0T5 y^SE^J 

3. Efl#*2©T5/WEWfc£tf#y^:7^K&£tp. 1 lB*tf> 

5. E^#*2©7 5/*EW®»aE*l*#U KflEE^J#-§- 2 <D T % J 
Jt£*&tf\ If ^ l Etftofcfcjfc&o 

6. »#3Sl1Btt<&*&fiM&^ *?LIBic^^i-§^ Sr&t?, K?W§-2tf> 

7 . E^iJ#-^2 ror 5 /»E?iJ«r^O#y - KKHMIttfctlfc*. 

8. *tft#*. t h t M^fr, XiSt httflCT?*)*, 

9. #y ^p-^/Hftft, x(i^/^p-t«t^5, it* 

25 £ 7 |B«tf>«tn;flCo 

10. If^gc 7 is* tfy<DW: 

1 1. «^7fB«o^^tp, iswmn*v k 

12. »**7E«<ott#*-srtf, Jtf^t&*fflB*a«*, 

30 13. iW % k fA^^%^7^ t f» Xttk b^ffe 
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5, 2ia«ro«^^f&*fflEKiia^ife„ 

1 5. £ e> kijSms ft* ^yr- tt^i 2mm<Dm9m&fao 

17. #y^7— t?it&KJ£ (PCRK T/V^-f A^4«jJJ?y * 9-* 

»0tKJfctJ:J:0Rjtfy I'tf-^K X«^rOHfJt^^ffi1-2.> »3jt® 16 IE 

io is. mmttiox* ^*^v*mmztti-%±yxmm}i*7±y~v7' 
19. fuf27^-!7- K^^r-e—©**** i4~6o^<— ^t?*>t) N ^ofrisy 

/^/7^-7-©*^# 14-60 -Cfc 5 , If 1 8!2«©#V#gff:£ 

15 

2 0. ^ty-K^'f^, &0y ^-*^7^-£fflV^, ft* 
Jgl 8 : 

7*?— Vzfv^^— 5'- GGAGCAGGAATTGGGGTCAC -3' : 5 ) 

7 4 t — 5'- TTGCTGTCCCATCCGGTGAG -3' (IB?IJ#^- : 6) 0 

20 2i. mmm^i(Dx?u*?-h*mm\mi-5tyxmmK*7*7-}?7 
xffl v^ y t/>* >c y / 7— mmKm\z£ d am**? 5 , 1 

22. TIB 7* 7 — FT'y'f?^ y rt—K-fU-*—^ RXI TaqMan :/n 
25 -7*&fflV^ »#£2 Ha*©^f^Wf*fe : 

7 jrV—Y-fJA-?— 5 ' - CCACTGTAGGCGCCCTAAGTT -3' 

(EW#* : 7 ) 

y ^-^y^-f^— 5' - AAGAATGACCGGTGCAAGGA -3' 

(B«#* : 8 ) 

30 TaqMan 7°n-7* 5' - AAGGGCATCCCCCTGAGTCTTGGAA -3' 
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(mm^-. 9). 

2 3 . 1 ^ ^^-^ HEEIfc^tftf U * * b\ Xte^oif 

Jtfc#j£1"3* siRNA 0 

2 4 . ifi?iJ#-5§- 1 <D 71 14-1615 fi(D? ^ K6B#ISr"£ir# U * ^ W- 

Xtt^roKffrt^Jffe-fS, S»*«2 SlSicW^siRNA, 
2 5. ?^^^KSB^J<OS$^8~30bpT*fe5,ff^2 3 IBtfcO^siRNAo 
2 6 . T!EiS?iJ## 10-14 <D%?VirJ- KE^a»&fc5#*»&»**ifc, * 
* KEW*» b * 5 , ft*^ 2 3 fBic© siRNA : 

5'-GCGTGGCTTCAGCATGGAATTCAAGAGATTCCATGCTGAAGCCACGCTTTT 
TTGGAAA-3' 

(mm^- : 1 0) 

5'-GGGCTTTCGAACAACAATATTCAAGAGATATTGTTGTTCGAAAGCCCTTTTT 
TGGAAA-3' 

(mm^ : 1 1 ) 

5'-GTTATGAGAAGTCTGACAAGTTCAAGAGACTTGTCAGACTTCTCATAATTT 
TTTGGAAA-3' 

immm* -.12) 

5'-GATTCTTGGCTAAATCCCATTCAAGAGATGGGATTTAGCCAAGAATCTTTTT 
TGGAAA-3' 

(E8I## : 1 3 ) 

S'-GGACATTTGAACAACAGCATTCAAGAGATGCTGTTGTTCAAATGTCCTTTT 
TTGGAAA-3' 

(IE?iJ#-*§- : 1 4) 0 

27. mm-wi <dx? uirf-YWM^^v %t vurf- h\ x&t<Dm 

ftfcttJ&irZ* siRNA ; 2fctfEyiJ## 1 © 71 {4~1615 £ w^-f - KE?iJ& 

£tr *° V % 9 v*3- h\ Xtt-t©»r>flz:M*Sr«^ siRNA «>£ if, tf^J&M 

Jffc#f£-*-5, siRNA ; &tJ«E?!l## 1 O 71 #>-1615 {±<DX ? UirJ- bWISr 
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£t*#!J b\ Xtt*©»frfc:*hfc-r5, siRNA K iotfSfei^ 

2 9. J&*»«toA#A^3i9HJ**bfcttJI&"T?*> 

3 0. t HVJ&Sripffll U d»oK59#-g- io^^ v^-^ KE2fll«r£tf# U * 
* Vtff- h\ XI4-t©WfJt fc*tJt&"f 5 % siRNA ; X«IE?lJ#-5§- 1 <D 71 {4~1615 

siRNA «t ox^«temi-5 r. t £<§rtp> ^ vf&*ffl»ij&©«jS*jsfeo 

3 0 ©««3i*fe, 

->ai/u mmfewmmzxt v -=-y^M^mwtmm^^tc^i, n ox i a 

3 4. NoxUtfc^OJSflfc* yr/w*>r Ajfc*tt#y ^aHRRj&fcJ: 
5 mRNAOtfeffl. XtiftftKJ;5Noxl»e^fc = — K£;ft/^y^:/f-K^ 

3 5 . Noxi ate^oajs*:, %<D&wmmnm<Di&Mmk*um-t5 r^t 

«fc!9tT5, KM** 3 2fBtt©&** 9-=V^*jfe. 

3 6. i£2£«m Ras ft^W-rSM^ H-Ras-NIH3T3 ftg, Xtt 
K-Ras-NRK $BS&"Cfe <5 % ff^3 2fE*<&«** y — =:^#Sfc 0 
3 7 . pEGFP-Cl ( K-Ras-NRK/GFP ) , X it pEGFP-Cl-Noxl ( K-Ras- 
NRK/GFP-Noxl) Sr/B V vC Noxl itfS^iZ) h7^7x^^ 3 y^5, it*^ 
3 2f2gc<Df£*^ y-=V^#jfc 0 

3 8. Noxiat^-C^^^x^S/g V£*L7t, 2§M^Rasit^f 
t5» 
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1: 



0.5 tlx it. till.ru 

IB: GFP-ratNoxl mm*=-**- mmrws sr; «*«*-•• «■* 

GFP-ratNoxl(jig) 2 22 222 222 

pSileneer-neg(ug) 320 320320 

RNAi(jtg) 0 13 0 13 0 13 

I I I j 1 I 

RNAi(I) RNAi(3) RNAi(5) 
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IB: 

GFP-humNoxl 
GFP-humNoxl(Jlg) 
RNAi(jJg) 
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SEQUENCE LISTING 

<110> Kureha Chemical Industry Company, Limited 
KAMATA, Toru 
5 MITSUSHITA, Junji 

<120> Antibodies to Nox1 polypeptide, method for the detection of cancer using Nox1 
gene and method for screening substances suppressing cancer growth 



10 



<130> 0701012W01 
<160> 27 

<170> Patent In version 3. 1 



15 



20 



<210> 1 

<211> 1734 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> CDS 

<222> (71).. (1618) 

25 <223> Human Nox1 polypeptide of SEQ NO: 2 

<400> 1 

ggacctctcc agaatccgga ttgctgaatc ttccctgttg cctagaaggg ctccaaacca 60 

30 cctcttgaca atg gga aac tgg gtg gtt aac cac tgg ttt tea gtt ttg 109 
Met Gly Asn Trp Val Val Asn His Trp Phe Ser Val Leu 
1 5 10 

ttt ctg gtt gtt tgg tta ggg ctg aat gtt ttc ctg ttt gtg gat gec 157 
35 Phe Leu Val Val Trp Leu Gly Leu Asn Val Phe Leu Phe Val Asp Ala 
15 20 25 

ttc ctg aaa tat gag aag gec gac aaa tac tac tac aca aga aaa ate 205 
Phe Leu Lys Tyr Glu Lys Ala Asp Lys Tyr Tyr Tyr Thr Arg Lys lie 
40 30 35 40 45 
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ctt ggg tea aca ttg gec tgt gec cga gcg tct get etc tgc ttg aat 
Leu Gly Ser Thr Leu Ala Cys Ala Arg Ala Ser Ala Leu Cys Leu Asn 
50 55 60 



253 



5 ttt aac age acg ctg ate ctg ctt cct gtg tgt cgc aat ctg ctg tec 
Phe Asn Ser Thr Leu lie Leu Leu Pro Val Cys Arg Asn Leu Leu Ser 
65 70 75 



301 



ttc ctg agg ggc ace tgc tea ttt tgc age cgc aca ctg aga aag caa 
10 Phe Leu Arg Gly Thr Cys Ser Phe Cys Ser Arg Thr Leu Arg Lys Gin 
80 85 90 



349 



ttg gat cac aac etc acc ttc cac aag ctg gtg gec tat atg ate tgc 
Leu Asp His Asn Leu Thr Phe His Lys Leu Val Ala Tyr Met lie Cys 
15 95 100 105 



397 



20 



eta cat aca get att cac ate att gca cac ctg ttt aac ttt gac tgc 445 

Leu His Thr Ala lie His lie He Ala His Leu Phe Asn Phe Asp Cys 
110 115 120 125 

tat age aga age cga cag gec aca gat ggc tec ctt gec tec att etc 493 

Tyr Ser Arg Ser Arg Gin Ala Thr Asp Gly Ser Leu Ala Ser Me Leu 
130 135 140 



25 tec age eta tct cat gat gag aaa aag ggg ggt tct tgg eta aat ccc 
Ser Ser Leu Ser His Asp Glu Lys Lys Gly Gly Ser Trp Leu Asn Pro 
145 150 155 



541 



ate cag tec cga aac acg aca gtg gag tat gtg aca ttc acc age att 
30 He Gin Ser Arg Asn Thr Thr Val Glu Tyr Val Thr Phe Thr Ser lie 
160 165 170 



589 



get ggt etc act gga gtg ate atg aca ata gee ttg att etc atg gta 
Ala Gly Leu Thr Gly Val lie Met Thr lie Ala Leu lie Leu Met Val 
35 175 180 185 



637 



40 



act tea get act gag ttc ate egg agg agt tat ttt gaa gtc ttc tgg 685 
Thr Ser Ala Thr Glu Phe lie Arg Arg Ser Tyr Phe Glu Val Phe Trp 
190 195 200 205 

tat act cac cac ctt ttt ate ttc tat ate ctt ggc tta ggg att cac 733 
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Tyr Thr His His Leu Phe lie Phe Tyr lie Leu Gly Leu Gly lie His 
210 215 220 

ggc att ggt gga att gtc egg ggt caa aca gag gag age atg aat gag 781 
5 Gly Me Gly Gly Me Val Arg Gly Gin Thr Glu Glu Ser Met Asn Glu 
225 230 235 

agt cat cot cgc aag tgt gca gag tct ttt gag atg tgg gat gat cgt 829 
Ser His Pro Arg Lys Cys Ala Glu Ser Phe Glu Met Trp Asp Asp Arg 
10 240 245 250 

gac tec cac tgt agg cgc cct aag ttt gaa ggg cat ccc cct gag tct 877 
Asp Ser His Cys Arg Arg Pro Lys Phe Glu Gly His Pro Pro Glu Ser 
255 260 265 

15 

tgg aag tgg ate ctt gca ccg gtc att ctt tat ate tgt gaa agg ate 925 
Trp Lys Trp Me Leu Ala Pro Val Me Leu Tyr Me Cys Glu Arg Me 
270 275 280 285 

20 etc egg ttt tac cgc tec cag cag aag gtt gtg att acc aag gtt gtt 973 
Leu Arg Phe Tyr Arg Ser Gin Gin Lys Val Val Me Thr Lys Val Val 
290 295 300 

atg cac cca tec aaa gtt ttg gaa ttg cag atg aac aag cgt ggc ttc 1021 
25 Met His Pro Ser Lys Val Leu Glu Leu Gin Met Asn Lys Arg Gly Phe 
305 310 315 

age atg gaa gtg ggg cag tat ate ttt gtt aat tgc ccc tea ate tct 1069 
Ser Met Glu Val Gly Gin Tyr Me Phe Val Asn Cys Pro Ser Me Ser 
30 320 325 330 

etc ctg gaa tgg cat cct ttt act ttg acc tct get cca gag gaa gat 1117 

Leu Leu Glu Trp His Pro Phe Thr Leu Thr Ser Ala Pro Glu Glu Asp 
335 340 345 

35 

ttc ttc tec att cat ate cga gca gca ggg gac tgg aca gaa aat etc 1165 

Phe Phe Ser I le His Me Arg Ala Ala Gly Asp Trp Thr Glu Asn Leu 

350 355 360 365 

40 ata agg get ttc gaa caa caa tat tea cca att ccc agg att gaa gtg 1213 
Me Arg Ala Phe Glu Gin Gin Tyr Ser Pro Me Pro Arg Me Glu Val 
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370 375 380 

gat ggt ccc ttt ggc aca gcc agt gag gat gtt ttc cag tat gaa gtg 1261 
Asp Gly Pro Phe Qly Thr Ala Ser Glu Asp Val Phe Gin Tyr Glu Val 
5 385 390 395 

got gtg ctg gtt gga gca gga att ggg gtc acc ccc ttt get tct ate 1309 

Ala Val Leu Val Gly Ala Gly lie Gly Val Thr Pro Phe Ala Ser lie 

400 405 410 

10 

ttg aaa tec ate tgg tac aaa ttc cag tgt gca gac cac aac etc aaa 1357 

Leu Lys Ser lie Trp Tyr Lys Phe Gin Cys Ala Asp His Asn Leu Lys 

415 420 425 

15 aca aaa aag gtt ggt cat gca gca tta aac ttt gac aag gcc act gac 1405 
Thr Lys Lys Val Gly His Ala Ala Leu Asn Phe Asp Lys Ala Thr Asp 
430 435 440 445 

ate gtg aca ggt ctg aaa cag aaa acc tec ttt ggg aga cca atg tgg 1453 
20 lie Val Thr Gly Leu Lys Gin Lys Thr Ser Phe Gly Arg Pro Met Trp 
450 455 460 

gac aat gag ttt tct aca ata get acc tec cac ccc aag tct gta gtg 1501 
Asp Asn Glu Phe Ser Thr lie Ala Thr Ser His Pro Lys Ser Val Val 
25 465 470 475 

gga gtt ttc tta tgt ggc cot egg act ttg gca aag age ctg cgc aaa 1549 
Gly Val Phe Leu Cys Gly Pro Arg Thr Leu Ala Lys Ser Leu Arg Lys 
480 485 490 

30 

tgc tgt cac cga tat tec agt ctg gat cct aga aag gtt caa ttc tac 1597 
Cys Cys His Arg Tyr Ser Ser Leu Asp Pro Arg Lys Val Gin Phe Tyr 
495 500 505 

35 ttc aac aaa gaa aat ttt tga gttataggaa taaggacggt aatctgeatt 1648 
Phe Asn Lys Glu Asn Phe 
510 515 

ttgtctcttt gtatcttcag taatttactt ggtctegtea ggtttgagca gtcactttag 1708 

40 

gataagaatg tgcctctcaa gecttg 1734 
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<210> 2 

<211> 515 

5 <212> PRT 

<213> Homo sapiens 

<400> 2 

Met Gly Asn Trp Val Val Asn His Trp Phe Ser Val Leu Phe Leu Val 
10 1 5 10 15 

Val Trp Leu Gly Leu Asn Val Phe Leu Phe Val Asp Ala Phe Leu Lys 
20 25 30 

15 Tyr Glu Lys Ala Asp Lys Tyr Tyr Tyr Thr Arg Lys lie Leu Gly Ser 
35 40 45 

Thr Leu Ala Cys Ala Arg Ala Ser Ala Leu Cys Leu Asn Phe Asn Ser 
50 55 60 

20 

Thr Leu lie Leu Leu Pro Val Cys Arg Asn Leu Leu Ser Phe Leu Arg 
65 70 75 80 

Gly Thr Cys Ser Phe Cys Ser Arg Thr Leu Arg Lys Gin Leu Asp His 
25 85 90 95 

Asn Leu Thr Phe His Lys Leu Val Ala Tyr Met lie Cys Leu His Thr 
100 105 110 

30 Ala lie His He He Ala His Leu Phe Asn Phe Asp Cys Tyr Ser Arg 
115 120 125 

Ser Arg Gin Ala Thr Asp Gly Ser Leu Ala Ser lie Leu Ser Ser Leu 
130 135 140 



35 



Ser His Asp Glu Lys Lys Gly Gly Ser Trp Leu Asn Pro lie Gin Ser 
145 150 155 160 



Arg Asn Thr Thr Val Glu Tyr Val Thr Phe Thr Ser Me Ala Gly Leu 
40 165 170 175 
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Thr Giy Val lie Met Thr lie Ala Leu lie Leu Met Val Thr Ser Ala 
180 185 190 

Thr Glu Phe lie Arg Arg Ser Tyr Phe Glu Val Phe Trp Tyr Thr His 
5 195 200 205 

His Leu Phe lie Phe Tyr lie Leu Giy Leu Gly lie His Giy lie Gly 
210 215 220 

10 Gly lie Val Arg Gly Gin Thr Glu Glu Ser Met Asn Glu Ser His Pro 
225 230 235 240 

Arg Lys Cys Ala Glu Ser Phe Glu Met Trp Asp Asp Arg Asp Ser His 
245 250 255 

15 

Cys Arg Arg Pro Lys Phe Glu Gly His Pro Pro Glu Ser Trp Lys Trp 
260 265 270 

Me Leu Ala Pro Val He Leu Tyr lie Cys Glu Arg lie Leu Arg Phe 
20 275 280 285 

Tyr Arg Ser Gin Gin Lys Val Val lie Thr Lys Val Val Met His Pro 
290 295 300 

25 Ser Lys Val Leu Glu Leu Gin Met Asn Lys Arg Gly Phe Ser Met Glu 
305 310 315 320 

Val Gly Gin Tyr lie Phe Val Asn Cys Pro Ser Me Ser Leu Leu Glu 
325 330 335 

30 

Trp His Pro Phe Thr Leu Thr Ser Ala Pro Glu Glu Asp Phe Phe Ser 
340 345 350 

Me His lie Arg Ala Ala Gly Asp Trp Thr Glu Asn Leu Me Arg Ala 
35 355 360 365 

Phe Glu Gin Gin Tyr Ser Pro Me Pro Arg Me Glu Val Asp Gly Pro 
370 375 380 

40 Phe Gly Thr Ala Ser Glu Asp Val Phe Gin Tyr Glu Val Ala Val Leu 
385 390 395 400 
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Val Gly Ala Gly lie Gly Val Thr Pro Phe Ala Ser lie Leu Lys Ser 
405 410 415 

5 lie Trp Tyr Lys Phe Gin Cys Ala Asp His Asn Leu Lys Thr Lys Lys 
420 425 430 

Val Gly His Ala Ala Leu Asn Phe Asp Lys Ala Thr Asp He Val Thr 
435 440 445 

10 

Gly Leu Lys Gin Lys Thr Ser Phe Gly Arg Pro Met Trp Asp Asn Glu 
450 455 460 

Phe Ser Thr lie Ala Thr Ser His Pro Lys Ser Val Val Gly Val Phe 
15 465 470 475 480 

Leu Cys Gly Pro Arg Thr Leu Ala Lys Ser Leu Arg Lys Cys Cys His 
485 490 495 

20 Arg Tyr Ser Ser Leu Asp Pro Arg Lys Val Gin Phe Tyr Phe Asn Lys 
500 505 510 

Glu Asn Phe 
515 

25 

<210> 3 
<211> 2577 
<212> DNA 
30 <213> Rattus norvegicus 

<220> 

<221> CDS 

<222> (128).. (1819) 

35 

<223> Rat Noxl polypeptide of SEQ NO: 4 



<400> 3 

ttctgagtag gtgtgcattt gagtgtcata aagacatata tcttgagcta gacagaagtt 60 

40 

cctatcctga aggatcccat cagagaaacc agattgctcc taagaggctc cagacctcca 120 
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tttgaca atg gga aac tgg ctg gtt aac cac tgg etc tea gtt ttg ttt 169 
Met Gly Asn Trp Leu Val Asn His Trp Leu Ser Val Leu Phe 
1 5 10 

5 

ctg gtt tct tgg ttg ggg ctg aac att ttt ctg ttt gtg tac gtc ttc 217 
Leu Val Ser Trp Leu Gly Leu Asn lie Phe Leu Phe Val Tyr Val Phe 
15 20 25 30 

10 ctg aat tat gag aag tct gac aag tac tat tac acg aga gaa att etc 265 
Leu Asn Tyr Glu Lys Ser Asp Lys Tyr Tyr Tyr Thr Arg Glu lie Leu 
35 40 45 

gga act gec ttg gec ttg gec aga gca tct get ttg tgc ctg aat ttt 313 
15 Gly Thr Ala Leu Ala Leu Ala Arg Ala Ser Ala Leu Cys Leu Asn Phe 
50 55 60 

aac age atg gtg ate ctg att cct gtg tgt cga aat ctg etc tec ttc 361 
Asn Ser Met Val lie Leu lie Pro Val Cys Arg Asn Leu Leu Ser Phe 
20 65 70 75 

ctg agg ggc ace tgc tea ttt tgc aac cac acg ctg aga aag cca ttg 409 

Leu Arg Gly Thr Cys Ser Phe Cys Asn His Thr Leu Arg Lys Pro Leu 
80 85 90 

25 

gat cac aac etc ace ttc cat aag ctg gtg gca tat atg ate tgc ata 457 

Asp His Asn Leu Thr Phe His Lys Leu Val Ala Tyr Met lie Cys lie 

95 100 105 110 

30 ttc aca get att cat ate att gca cat eta ttt aac ttt gaa cgc tac 505 
Phe Thr Ala lie His Me Me Ala His Leu Phe Asn Phe Glu Arg Tyr 
115 120 125 

agt aga age caa cag gee atg gat gga tct ctt gec tct gtt etc tec 553 
35 Ser Arg Ser Gin Gin Ala Met Asp Gly Ser Leu Ala Ser Val Leu Ser 
130 135 140 

age eta ttc cat ccc gag aaa gaa gat tct tgg eta aat ccc ate cag 601 
Ser Leu Phe His Pro Glu Lys Glu Asp Ser Trp Leu Asn Pro lie Gin 
40 145 150 155 
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tct cca aac gtg aca gtg atg tat gca gca ttt acc agt att get ggc 649 
Ser Pro Asn Val Thr Val Met Tyr Ala Ala Phe Thr Ser lie Ala Gly 
160 165 170 

5 ctt act gga gtg gtc gec act gtg get ttg gtt etc atg gta act tea 697 
Leu Thr Gly Val Val Ala Thr Val Ala Leu Val Leu Met Val Thr Ser 
175 180 185 190 

get atg gag ttt ate cgc agg aat tat ttt gag etc ttc tgg tat aca 745 
10 Ala Met Glu Phe lie Arg Arg Asn Tyr Phe Glu Leu Phe Trp Tyr Thr 
195 200 205 

cat cac ctt ttc ate ate tat ate ate tgc tta ggg ate cat ggc ctg 793 
His His Leu Phe lie lie Tyr lie Me Cys Leu Gly Me His Gly Leu 
15 210 215 220 

ggg ggg att gtc egg ggt caa aca gaa gag age atg agt gaa agt cat 841 

Gly Gly He Val Arg Gly Gin Thr Glu Glu Ser Met Ser Glu Ser His 

225 230 235 

20 

ccc cgc aac tgt tea tac tct ttc cac gag tgg gat aag tat gaa agg 889 

Pro Arg Asn Cys Ser Tyr Ser Phe His Glu Trp Asp Lys Tyr Glu Arg 

240 245 250 

25 agt tgc agg agt cct cat ttt gtg ggg caa ccc cct gag tct tgg aag 937 
Ser Cys Arg Ser Pro His Phe Val Gly Gin Pro Pro Glu Ser Trp Lys 
255 260 265 270 

tgg ate etc gcg ccg att get ttt tat ate ttt gaa agg ate ctt cgc 985 
30 Trp I le Leu Ala Pro I le Ala Phe Tyr I le Phe Glu Arg I le Leu Arg 
275 280 285 

ttt tat cgc tec egg cag aag gtc gtg att acc aag gtt gtc atg cac 1033 
Phe Tyr Arg Ser Arg Gin Lys Val Val Me Thr Lys Val Val Met His 
35 290 295 300 

cca tgt aaa gtt ttg gaa ttg cag atg agg aag egg ggc ttt act atg 1081 
Pro Cys Lys Val Leu Glu Leu Gin Met Arg Lys Arg Gly Phe Thr Met 
305 310 315 

40 

gga ata gga cag tat ata ttc gta aat tgc ccc teg att tec ttc ctg 1129 
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Gly lie Gly Gin Tyr lie Phe Val Asn Cys Pro Ser lie Ser Phe Leu 
320 325 330 

gaa tgg cat ccc ttt act ctg acc tct get cca gag gaa gaa ttt ttc 1177 
5 Glu Trp His Pro Phe Thr Leu Thr Ser Ala Pro Glu Glu Glu Phe Phe 
335 340 345 350 

tec att cat att cga gca gca ggg gac tgg aca gaa aat etc ata agg 1225 
Ser lie His lie Arg Ala Ala Gly Asp Trp Thr Glu Asn Leu lie Arg 
10 355 360 365 

aca ttt gaa caa cag cac tea cca atg ccc agg ate gag gtg gat ggt 1273 

Thr Phe Glu Gin Gin His Ser Pro Met Pro Arg lie Glu Val Asp Gly 
370 375 380 

15 

ccc ttt ggc aca gtc agt gag gat gtc ttc cag tac gaa gtg got gta 1321 

Pro Phe Gly Thr Val Ser Glu Asp Val Phe Gin Tyr Glu Val Ala VaL 
385 390 395 

20 ctg gtt ggg gca ggg att ggc gtc act ccc ttt get tec ttc ttg aaa 1369 
Leu Val Gly Ala Gly lie Gly Val Thr Pro Phe Ala Ser Phe Leu Lys 
400 405 410 

tct ate tgg tac aaa ttc cag cgt gca cac aac aag ctg aaa aca caa 1417 
25 Ser lie Trp Tyr Lys Phe Gin Arg Ala His Asn Lys Leu Lys Thr Gin 
415 420 425 430 

aag ate tat ttc tac tgg att tgt aga gag acg ggt gee ttt gec tgg 1465 
Lys lie Tyr Phe Tyr Trp lie Cys Arg Glu Thr Gly Ala Phe Ala Trp 
30 435 440 445 

ttc aac aac tta ttg aat tec ctg gaa caa gag atg gac gaa tta ggc 1513 
Phe Asn Asn Leu Leu Asn Ser Leu Glu Gin Glu Met Asp Glu Leu Gly 
450 455 460 

35 

aaa ccg gat ttc eta aac tac cga etc ttc etc act ggc tgg gat age 1561 
Lys Pro Asp Phe Leu Asn Tyr Arg Leu Phe Leu Thr Gly Trp Asp Ser 
465 470 475 

40 aac att get ggt cat gca gca tta aac ttt gac aga gec act gac gtc 1609 
Asn lie Ala Gly His Ala Ala Leu Asn Phe Asp Arg Ala Thr Asp Val 
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480 485 490 

ctg aca ggt ctg aaa cag aaa acc tec ttt ggg aga cca atg tgg gac 1657 
Leu Thr Gly Leu Lys Gin Lys Thr Ser Phe Gly Arg Pro Met Trp Asp 
5 495 500 505 510 

aat gag ttt tct aga ata get act gec cac ceo aag tct gtg gtg ggg 1705 
Asn Glu Phe Ser Arg He Ala Thr Ala His Pro Lys Ser Val Val Gly 
515 520 525 

10 

gtt ttc tta tgc ggc cot ccg act ttg gca aaa age ctg cgc aaa tgc 1753 
Val Phe Leu Cys Gly Pro Pro Thr Leu Ala Lys Ser Leu Arg Lys Cys 
530 535 540 

15 tgt egg egg tac tea agt ctg gat cct agg aag gtt caa ttc tac ttc 1801 
Cys Arg Arg Tyr Ser Ser Leu Asp Pro Arg Lys Val Gin Phe Tyr Phe 
545 550 555 

aac aaa gaa acg ttc tga attggaggaa gccgcacagt agtacttctc 1849 
20 Asn Lys Glu Thr Phe 
560 

catcttcctt ttcactaacg tgtgggtcag ctactagata gtccgttgtc gcacaaggac 1909 

25 ttcactccca tcttaaagtt gactcaactc catcattctt gggctttggc aacatgagag 1969 

ctgeataact cacaattgea aaacacatga attattattg gggggattgt aaatccttct 2029 

gggaaacctg cctttagctg aatcttgctg gttgacactt gcacaattta acctcaggtg 2089 

30 

tcttggttga tacctgataa tcttccctcc cacctgtccc tcacagaaga tttctaagta 2149 

gggtgatttt aaaatattta ttgaatccac gacaaaacaa taatcataaa taataaacat 2209 

35 aaaattacca agattcccac tcccatatca tacccactaa gaacatcgtt atacatgagc 2269 

ttatcatcca gtgtgaccaa caatttatac tttactgtgc caaaataatc ttcatctttg 2329 

cttattgaac aattttgctg actttcccta gtaatatctt aagtatatta actggaatca 2389 

40 

aatttgtatt atagttagaa gecaactata ttgccagttt gtattgtttg aaataactgg 2449 
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aaaggcctga cctacatcgt ggggtaattt aacagaagct ctttccattt tttgttgttg 2509 

ttgttaaaga gttttgttta tgaatgtgtt ataaaaagaa aataaaaagt tataattttg 2569 

5 

acggaaaa 2577 



<210> 4 
10 <211> 563 
<212> PRT 

<213> Rattus norvegicus 
<400> 4 

15 Met 61 y Asn Trp Leu Val Asn His Trp Leu Ser Val Leu Phe Leu Val 
15 10 15 

Ser Trp Leu Gly Leu Asn lie Phe Leu Phe Val Tyr Val Phe Leu Asn 
20 25 30 

20 

Tyr Glu Lys Ser Asp Lys Tyr Tyr Tyr Thr Arg filu lie Leu Gly Thr 
35 40 45 

Ala Leu Ala Leu Ala Arg Ala Ser Ala Leu Cys Leu Asn Phe Asn Ser 
25 50 55 60 

Met Val lie Leu lie Pro Val Cys Arg Asn Leu Leu Ser Phe Leu Arg 
65 70 75 80 

30 Gly Thr Cys Ser Phe Cys Asn His Thr Leu Arg Lys Pro Leu Asp His 
85 90 95 

Asn Leu Thr Phe His Lys Leu Val Ala Tyr Met lie Cys Me Phe Thr 
100 105 110 

35 

Ala He His lie lie Ala His Leu Phe Asn Phe Glu Arg Tyr Ser Arg 
115 120 125 

Ser Gin Gin Ala Met Asp Gly Ser Leu Ala Ser Val Leu Ser Ser Leu 
40 130 135 140 
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Phe His Pro Glu Lys Glu Asp Ser Trp Leu Asn Pro lie Gin Ser Pro 
145 150 155 160 

Asn Val Thr Val Met Tyr Ala Ala Phe Thr Ser lie Ala Gly Leu Thr 
5 165 170 175 

Gly Val Val Ala Thr Val Ala Leu Val Leu Met Val Thr Ser Ala Met 
180 185 190 

10 Glu Phe lie Arg Arg Asn Tyr Phe Glu Leu Phe Trp Tyr Thr His His 
195 200 205 

Leu Phe He lie Tyr lie lie Cys Leu Gly lie His Gly Leu Gly Gly 
210 215 220 

15 

lie Val Arg Gly Gin Thr Glu Glu Ser Met Ser Glu Ser His Pro Arg 
225 230 235 240 

Asn Cys Ser Tyr Ser Phe His Glu Trp Asp Lys Tyr Glu Arg Ser Cys 
20 245 250 255 

Arg Ser Pro His Phe Val Gly Gin Pro Pro Glu Ser Trp Lys Trp lie 
260 265 270 

25 Leu Ala Pro He Ala Phe Tyr He Phe Glu Arg lie Leu Arg Phe Tyr 
275 280 285 

Arg Ser Arg Gin Lys Val Val lie Thr Lys Val Val Met His Pro Cys 
290 295 300 

30 

Lys Val Leu Glu Leu Gin Met Arg Lys Arg Gly Phe Thr Met Gly lie 
305 310 315 320 

Gly Gin Tyr lie Phe Val Asn Cys Pro Ser lie Ser Phe Leu Glu Trp 
35 325 330 335 

His Pro Phe Thr Leu Thr Ser Ala Pro Glu Glu Glu Phe Phe Ser lie 
340 345 350 

40 His He Arg Ala Ala Gly Asp Trp Thr Glu Asn Leu lie Arg Thr Phe 
355 360 365 
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Glu Gin Gin His Ser Pro Met Pro Arg Me Glu Val Asp Gly Pro Phe 
370 375 380 

5 Gly Thr Val Ser Glu Asp Val Phe Gin Tyr Glu Val Ala Val Leu Val 
385 390 395 400 

Gly Ala Gly lie Gly Val Thr Pro Phe Ala Ser Phe Leu Lys Ser lie 
405 410 415 

10 

Trp Tyr Lys Phe Gin Arg Ala His Asn Lys Leu Lys Thr Gin Lys lie 
420 425 430 

Tyr Phe Tyr Trp lie Cys Arg Glu Thr Gly Ala Phe Ala Trp Phe Asn 
15 435 440 445 

Asn Leu Leu Asn Ser Leu Glu Gin Glu Met Asp Glu Leu Gly Lys Pro 
450 455 460 

20 Asp Phe Leu Asn Tyr Arg Leu Phe Leu Thr Gly Trp Asp Ser Asn lie 
465 470 475 480 

Ala Gly His Ala Ala Leu Asn Phe Asp Arg Ala Thr Asp Val Leu Thr 
485 490 495 

25 

Gly Leu Lys Gin Lys Thr Ser Phe Gly Arg Pro Met Trp Asp Asn Glu 
500 505 510 

Phe Ser Arg lie Ala Thr Ala His Pro Lys Ser Val Val Gly Val Phe 
30 515 520 525 

Leu Cys Gly Pro Pro Thr Leu Ala Lys Ser Leu Arg Lys Cys Cys Arg 
530 535 540 

35 Arg Tyr Ser Ser Leu Asp Pro Arg Lys Val Gin Phe Tyr Phe Asn Lys 
545 550 555 560 

Glu Thr Phe 



40 



<210> 5 
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<211> 20 
<212> DNA 

<213> Artificial sequence 

5 <220> 

<223> Forward primer for Noxl gene 

<400> 5 

ggagcaggaa ttggggtcao 

10 

<210> 6 

<211> 20 

<212> DNA 

15 <213> Artificial sequence 

<220> 

<223> Reverse primer for Mox1 gene 

20 <400> 6 

ttgctgtccc atccggtgag 



<210> 7 

25 <211> 21 

<212> DNA 

<213> Artificial sequence 
<220> 

30 <223> Forward primer for human Noxl gene 

<400> 7 

ccactgtagg cgccctaagt t 

35 

<210> 8 

<211> 20 

<212> DNA 

<213> Artificial sequence 

40 

<220> 
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<223> Reverse primer for human Noxl gene 

<400> 8 

aagaatgacc ggtgcaagga 20 

5 

<210> 9 

<211> 25 

<212> DNA 

10 <213> Artificial sequence 

<220> 

<223> TaqMan probe 
15 <400> 9 

aagggcatcc ccctgagtct tggaa 25 



<210> 10 

20 <211> 58 

<212> DNA 

<213> Artificial sequence 
<220> 

25 <223> siRNA for human Noxl gene 

<400> 10 

gcgtggcttc agcatggaat tcaagagatt ccatgctgaa gccacgcttt tttggaaa 58 

30 

<210> 11 

<211> 58 

<212> DNA 

<213> Artificial sequence 

35 

<220> 

<223> siRNA for human Noxl gene 

<400> 11 

40 gggctttcga acaacaatat tcaagagata ttgttgttcg aaagcccttt tttggaaa 58 
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<210> 12 

<211> 59 

<212> DNA 

5 <213> Artificial sequence 

<220> 

<223> siRNA for rat Nox1 gene 

10 <400> 12 

gttatgagaa gtctgacaag ttcaagagac ttgtcagact tctcataatt ttttggaaa 59 



<210> 13 

15 <211> 58 

<212> DNA 

<213> Artificial sequence 
<220> 

20 <223> siRNA for rat Nox1 gene 

<400> 13 

gattcttggc taaatcccat tcaagagatg ggatttagcc aagaatcttt tttggaaa 58 

25 

<210> 14 

<211> 58 

<212> DNA 

<213> Artificial sequence 

30 

<220> 

<223> siRNA for rat Nox1 gene 

<400> 14 

35 ggacatttga acaacagcat tcaagagatg ctgttgttca aatgtccttt tttggaaa 58 



<210> 15 

<211> 20 

40 <212> DNA 

<213> Artificial sequence 
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<220> 

<223> Forward primer for Noxl gene 
5 <400> 15 

ggtcaotccc tttgcttcca 20 



<210> 16. 

10 <211> 21 

<212> DNA 

<213> Artificial sequence 
<220> 

15 <223> Reverse primer for rat Nox1 gene 

<400> 16 

ggcaaaggca cctgtctctc t 21 

20 

<210> 17 

<211> 20 

<212> DNA 

<213> Artificial sequence 

25 

<220> 

<223> TaqManMGB probe 

<400> 17 

30 tccagtagaa atagatcttt 20 

<210> 18 

<211> 65 

<212> DNA 

35 <213> Artificial sequence 

<220> 

<223> siRNA construction 

40 <400> 18 

gatcccgtta tgagaagtct gacaagttca agagacttgt cagacttctc ataatttttt 60 
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ggaaa 65 



5 <210> 19 

<211> 65 

<212> DNA 

<213> Artificial sequence 

10 <220> 

<223> siRNA construction 

<400> 19 

agcttttcca aaaaattatg agaagtctga caagtctctt gaacttgtca gacttctcat 60 

15 

aacgg 65 



<210> 20 

20 <211> 64 

<212> DNA 

<213> Artificial sequence 
<220> 

25 <223> siRNA construction 

<400> 20 

gatcccgatt cttggctaaa tcccattcaa gagatgggat ttagccaaga atcttttttg 60 
30 gaaa 64 



<210> 21 

<211> 64 

35 <212> DNA 

<213> Artificial sequence 

<220> 

<223> siRNA construction 

40 

<400> 21 
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agcttttcca aaaaagattc ttggctaaat cccatctctt gaatgggatt tagccaagaa 60 
tcgg 64 

5 

<210> 22 
<211> 64 
<212> DNA 

<213> Artificial sequence 

10 

<220> 

<223> siRNA construction 
<400> 22 

15 gatcccggac atttgaacaa cagcattcaa gagatgctgt tgttcaaatg tccttttttg 60 
gaaa 64 

20 <210> 23 

<211> 64 

<212> DNA 

<213> Artificial sequence 

25 <220> 

<223> siRMA construction 

<400> 23 

agcttttcca aaaaaggaca tttgaacaac agcatctctt gaatgctgtt gttcaaatgt 60 

30 

ccgg 64 



<210> 24 

35 <211> 17 

<212> DNA 

<213> Artificial sequence 
<220> 

40 <223> M13 primer 
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<400> 24 

gttttcccag tcacgac 



5 <210> 25 

<211> 21 

<212> DNA 

<213> Artificial sequence 

10 <220> 

<223> 3.0 Rev primer 

<400> 25 

gagttagctc actcattagg c 

15 

<210> 26 

<211> 19 

<212> DNA 

20 <213> Artificial sequence 

<220> 

<223> Forward primer for Noxl gene 

25 <400> 26 

atgggaaact ggctggtta 



<210> 27 

30 <211> 21 

<212> DNA 

<213> Artificial sequence 
<220> 

35 <223> Reverse primer for Nox1 gene 

<400> 27 

tcagaacgtt tctttgttga a 
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17 



21 



19 



21 
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Operations and is not part of the Official Record 

BEST AVAILABLE IMAGES 

Defective images within this document are accurate representations of the original 
documents submitted by the applicant. 

Defects in the images include but are not limited to the items checked: 

□ BLACK BORDERS 

□ IMAGE CUT OFF AT TOP, BOTTOM OR SIDES 



13 FADED TEXT OR DRAWING 
□'BLURRED OR ILLEGIBLE TEXT OR DRAWING 

□ SKEWED/SLANTED IMAGES 

□ COLOR OR BLACK AND WHITE PHOTOGRAPHS 

□ GRAY SCALE DOCUMENTS 

□ LINES OR MARKS ON ORIGINAL DOCUMENT 

^REFERENCE(S) OR EXHIBIT(S) SUBMITTED ARE POOR QUALITY 

□ OTHER: . 



IMAGES ARE BEST AVAILABLE COPY. 
As rescanning these documents will not correct the image 
problems checked, please do not report these problems to 
the IFW Image Problem Mailbox. 




